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Abstract
Root functional diversity of submerged vegetation exerts a major effect on nitrogen (N) cycling in lake
sediments. This fact, however, is neglected in current N-balance models because the links between the engi-
neering role of plants and in situ microbial N cycling are poorly understood. We hypothesized that macro-
phyte species with high root oxygen loss (ROL) capacity promote the highest denitrification because of a
higher abundance of ammonia oxidizers and tighter coupling between nitrifiers and denitrifier communities.
We sampled five small ultraoligotrophic shallow lakes with abundant macrophyte cover including sediments
dominated either by Isoetes spp. (high ROL), mixed communities of natopotamids (low ROL), and unvege-
tated sandy sediments. At each site, we quantified denitrification (DNT) rates and proxies for the abundance
of denitrifiers (nirS and nirK genes), and both ammonia oxidizing archaea (AOA) and ammonia oxidizing bac-
teria (AOB) and the diversity of nirS-harboring bacteria. Vegetated sediments showed significantly higher
abundances of N-cycling genes than bare sediments. Plant communities dominated by Isoetes generated sedi-
ments with higher redox and NO23 concentrations and significantly higher DNT rates than natopotamids-
dominated landscapes. Accordingly, increasing DNT rates were observed along the gradient from low ROL
plants-bare sediments-high ROL plants. Significantly higher abundance of the archaeal amoA gene was
recorded in sediments colonized by high ROL plants unveiling a key biogeochemical role for AOA in cou-
pling macrophyte landscape and ecosystem denitrification.
The global nitrogen cycle has been strongly modified by
massive industrial fixation of nitrogen gas (N2) for human use
and by fossil-fuel combustions (Gruber and Galloway 2008).
Current concentrations of bio-available nitrogen (N) forms are
higher than ever in the human era (Fowler et al. 2013). Ter-
restrial and aquatic denitrification (DNT) and anammox proc-
esses are of special interest because they represent the only
permanent removal pathway whereby bioavailable N is
returned to inert N2 gas (Rockstr€om et al. 2009). The presence
and specific composition of rooted plants is a major factor
influencing DNT rates of soils and sediments (Risgaard-
Petersen and Jensen 1997). Plants can alter physicochemical
factors known to control denitrification rates such as pH,
oxygen, carbon sources and nitrate concentrations (Griffiths
et al. 1997; Gacia et al. 2009). These modifications, in turn,
influence the activity, diversity and abundance of rhizo-
sphere nitrifiers and denitrifiers populations although few
studies have reported quantitative evidences of these plant-
microbial interactions in lake ecosystems (Kofoed et al.
2012). Commonly, nitrification (NT) produces NO23 under
oxic conditions after ammonification while DNT requires
suboxic conditions and is highly dependent on both NO23
transport from aerobic to anaerobic zones and changes of
the in situ redox conditions (Seitzinger et al. 2006).
Submersed aquatic plants (SAV) promote the coupling
between NT and DNT through the combined effect of ampli-
fying oxygen gradients (i.e., Wang et al. 2013), and increas-
ing the organic matter load (Reddy et al. 1989; Bodelier et al.
1996; Maltais-Landry et al. 2009) at the water-sediment
aPresent address: Department of Environmental Chemistry, IDAEA-CSIC, Bar-
celona, Catalunya, Spain
bPresent address: Aula Dei Experimental Station (CSIC), Dept. de Nutricion
Vegetal, Zaragoza, Spain
Additional Supporting Information may be found in the online version of
this article.
*Correspondence: gacia@ceab.csic.es; casamayor@ceab.csic.es
This is an open access article under the terms of the Creative Commons
Attribution-NonCommercial-NoDerives License, which permits use and
distribution in any medium, provided the original work is properly cited,
the use is non-commercial and no modifications or adaptations are made.
78
LIMNOLOGY
and
OCEANOGRAPHY
Limnol. Oceanogr. 61, 2016, 78–88
VC 2015 The Authors Limnology and Oceanography published by Wiley Periodicals, Inc. on behalf of
Association for the Sciences of Limnology and Oceanography
doi: 10.1002/lno.10209
interface and beyond. Different SAV functional typologies
coexist in situ and may influence differentially the
ecosystem-level DNT potential. This is particularly relevant
in sediments colonized by isoetids, a cosmopolitan func-
tional group of aquatic plans common in oligo-mesotrophic
lakes of North America and Central and Northern Europe.
Isoetids have highly porous roots with high underground
biomass and large surface area to efficiently capture sedi-
ment CO2 that supplies photosynthesis in C-limited soft-
waters (Rascio 2002). As a byproduct, roots release significant
amounts of photosynthetic oxygen into the rhizosphere (i.e.,
high root oxygen loss [ROL]; Sand-Jensen et al. 1982; Peder-
sen et al. 1995), promoting organic matter mineralization,
ammonia oxidation and nitrate (NO23 ) accumulation in
pore-waters (Olsen and Andersen 1994). Conversely, sedi-
ments colonized by low ROL functional groups such as elo-
deids or natopotamids (the most common freshwater
macrophytes throughout) with low ROL are mostly anoxic
and rich in ammonia (Gacia et al. 2009).
Genetic techniques may help pinpoint the plant-
mediated controls on microbiological communities. The
abundance of N-cycling functional genes has been used to
trace and assess the potential importance of nitrogen biogeo-
chemical processes in situ (e.g., Petersen et al. 2012; Vila-
Costa et al. 2014). Nitrification is initiated by archaeal (AOA)
and bacterial ammonia oxidizers (AOB) through the ammo-
nia monooxygenase AMO enzyme (Fernandez-Guerra and
Casamayor 2012). Whereas some studies report dominance
of AOB over AOA along with increasing NH14 concentrations
in the rhizosphere of different estuarine macrophytes (Trias
et al. 2012), AOA outnumbered AOB in sediments colonized
by the isoetid Littorella uniflora (Herrmann et al. 2008, 2009)
in comparison to sediments colonized by other typologies of
aquatic plants or devoid of vegetation. Whether these abun-
dances are related to DNT activities of the rizosphere
remains poorly studied, even less through cultivation-
independent techniques (but see Kofoed et al. 2012). A key
step of denitrification, the conversion of NO22 to NO
2, is car-
ried out via nitrite reductases encoded by the nirK or nirS
genes (Kraft et al. 2011). Preference of one or the other nir
gene is scarcely understood, although several studies have
inferred that nirK abundance is larger and more widely dis-
tributed among different physiological groups (Wallenstein
and Vilgalys 2005; Jones and Hallin 2010).
In this study, we aimed to go one step further previous
approaches by looking at the coupling between nitrification
and denitrification at gene level and their relationship to DNT
activities in different sediment depth—levels of macrophyte-
dominated areas. We selected high-altitude macrophyte com-
munities in the Central Pyrenees as a model to study coupled
plant-microbe and microbe-microbe interactions because (1)
the ultraoligotrophic nature of soft-water lakes and ponds sug-
gests tightly coupled nitrification/denitrification (Seitzinger
et al. 2006), (2) isoetid species are an abundant component of
the underwater flora forming either monospecific or mixed
meadows together with soft-water natopotamids, and (3) we
can predict the in situ sediment redox potential in the differ-
ent plant communities based on extensive previous knowledge
(Gacia et al. 2009). The presence of the two key species Isoetes
lacustris and Isoetes echinospora is related to positive sediment
redox potential, wide variability in redox values, and high
NO23 in pore-water. Conversely, macrophyte communities
dominated by natopotamids (Myriophyllum and Potamogeton
species) or sediments lacking vegetation, result in a negative
average sediment redox, low variability and dominance of
NH14 as DIN form. We therefore predict the rhizosphere of Iso-
etes species hold higher abundance of ammonia oxidizers and
tight coupling nitrifiers-denitrifiers, whereas sediments holding
low ROL aquatic plants would show significant abundances of
NT and DNT genes only in the upper sediment layer (i.e., sedi-
ment water interphase) as compared with areas without vege-
tation. Accordingly, the macrophyte landscape may modulate
lake ecosystem-level nitrogen losses through differential spe-
cies specific root surface area and oxygen and dissolved
organic carbon release.
Materials and methods
We sampled five small ultraoligotrophic high altitude
lakes, located between 2000 m and 2300 m. a.s.l., in the
Spanish Pyrenees (428410N, 08590E) in August 2011 (Fig. 1).
The lakes were shallow (<13 m depth) and with abundant
Fig. 1. Study site map. Lake names are abbreviated as RAT, Redo; LL,
Llong; D, Delluı; B, Baciver petit and P, Plan.
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macrophyte cover (between 6% and 76% of lake area). Two
to three sites were sampled per lake. Sediments dominated
either by Isoetes spp. (pure I. lacustris communities or mixed
communities of I. echinospora, ISO hereafter) or mixed com-
munities of natopotamids (MIX), and unvegetated sandy sedi-
ment (SED) or gravel (GRAVEL) were characterized (Table 1).
Samples were collected around noon (630 min) on sunny
days to reduce variability associated with potential daily fluc-
tuations in plant activity.
A total of six sediment cores were collected per site for
sediment redox measurements, pore-water extraction, physi-
cochemical and DNA analyses, respectively. Vertical redox
profiles were performed in situ in triplicated cores with lat-
eral holes every 2 cm using a redox electrode (238145, Liq-
glass orp, Hamilton) coupled to a portable meter (SP90M5,
VWR symphony) calibrated with a standard solution (Crison
475 mV at 258C) (see Gacia et al. 2009). For pore-water
extraction three horizons, based on variations in the in situ
redox profiles, were sampled per core: horizon 1 (2–4 cm;
H1), horizon 2 (6–10 cm; H2) and horizon 3 (11–18 cm; H3)
and water was extracted using rhizons CSS with 3.5 cm of
porous connected to syringes. Extracted pore-water samples
were kept in a portable refrigerator in sterile tubes and ana-
lyzed in the laboratory for NO23 , NO
2
2 , NH
1
4 and PO
2
4 con-
centrations using standard colorimetric methods (APHA
1995). Samples for DNA were stored at 2208C. Sediment per-
centage of organic matter (%OM), water content (WC), den-
sity (DEN), percentage of total C and N (%C and %N) were
obtained as in Gacia et al. (2002). The potential biological
O2 demand (BOD) was measured at the lab by incubating
15 mL of fresh sediment in 140 mL vials in the dark in artifi-
cial floodwater initially at air equilibrium. Sediment samples
were first preincubated for 5 h in 20 mL of water bubbled
with air to eliminate chemical O2 demand. The vials were
then filled with air-bubbled artificial floodwater, closed, and
incubated at 208C in the dark on a shaker for a known
amount of time. Oxygen concentrations were measured
before and after incubation using an O2 minielectrode
(OX500, Unisense, Aarhus, Denmark). Potential biological
oxygen demand was calculated as O2 consumption per sedi-
ment volume and unit time (nmol O2 L
21 s21) following
Pulido et al. (2012). DNA was extracted from 0.45 g to 1.0 g
of wet sediment using FastDNAV
R
SPIN Kit for Soil (Qbiogene,
Carlsbad, California). N-cycling marker genes nirK, nirS,
amoA-AOA, and amoA-AOB were quantified and analyzed by
qPCR as recently reported (Vila-Costa et al. 2014, Table S1
Table 1. Physical descriptors of the lakes and macrophyte community composition. The area of each unit is calculated based on
the vegetation maps provided as Supporting Information (Fig. S1). Geographic location is provided in the UTM coordinate system
(ED50).
Lake RAT D LL P B
Altitude (m) 2114 2315 2000 2189 2307
Latitude (x) 332557 331248 331849 330254 336086
Longitude (y) 4716498 4713465 4715653 4721070 4729340
Lake area (ha) 6.34 1.08 7.1 5.2 0.97
ISO area (ha) 1.91 0.003 0 1.10 0.46
ISO’area (ha) 0 0 0 0 0.27
MIX area (ha) 0 0.05 1.43 1.12 0
SED area (ha) 4.43 0.86 0 0 0
GRAVEL area (ha) 0 0 5.98 2.95 0
Num. of sampled patches 2 3 2 3 2
Species coverage per patch (%)
ISO I.lacustris 100 100 - 100 100
ISO’ S.angustifolium - - - - 29.1
S.aquatica - - - - 1.4
I.echinospora - - - - 69.5
MIX M.alterniflorum - 45 76.6 90 -
P.alpinus - 45 15.7 - -
Nitella sp. - - 7.8 - -
Isoetes sp. - 10 - 10 -
SED 100 100 - - -
GRAVEL - - 100 100 -
ISO, Isoetes lacustris-dominated sediments; ISO’, Isoetes echinospora-dominated sediments; MIX, Myriophyllum-dominated sediments; SED, sandy sedi-
ments; GRAVEL, gravel sediments; RAT, lake Redo d’Aig€uestortes; D, lake Delluı; LL, lake Llong; P, lake Plan; B, lake Baciver petit; S. angustifolium, Spar-
ganium angustifolium; S. aquatica, Subularia aquatica; M. alterniflorum, Myriophyllum alterniflorum; P. alpinus, Potamogeton alpinus.
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Supporting Information). Unsuccessful amplification of
anammox bacteria was attempted using the primer pairs
described in Table S1 Supporting Information. Sediment
gene abundances were normalized to g-dry sediment. NirS-
gene-bearing community composition was analyzed by
TRFLP with the primer pair cd3aF- R3cd using 6-FAM-
fluorescent labeled forward primer slightly modifying the
protocol of Throb€ack et al. (2004). Amplifications were
improved experimentally by adding 1:5 concentration of for-
ward (0.4 lmol L21 final conc.) vs. reverse primers (2 lmol
L21 final conc.) and aliquots of 20 ng of PCR fragments were
digested with two enzymes Hae III and BstUI (Fermentas)
following manufacturer instructions. Data analyses were per-
formed using the software SoftGenetics LLC (version 1.90).
Peaks below 50 relative fluorescence units (FU) were dis-
carded. A table merging Hae III and BstuI fragments was cre-
ated using the normalized area of each peak. Alpha-diversity
was measured by the abundance-based estimators Chao1 and
ACE, which yielded identical numbers, and the Shannon
indexes. Diversity analyses were carried out in R (http://
www.r-project.org/) with the vegan package version 1.15
(Oksanen et al. 2009).
In situ DNT rates and potential DNT rates (Denitrification
Enzyme Assays, DEA hereafter) were measured using the
acetylene inhibition technique (Yoshinari and Knowles
1976). Sediments from three cores collected were homoge-
nized and six replicates (three replicates for DNT, three repli-
cates for DEA) of 100 g each were slurred with 60 mL (DNT)
or 50 mL (DEA) ultrapure water. DEA samples were amended
with both 5 mL of glucose solution (0.44 mol L21) and 5 mL
of potassium nitrate (14.3 mmol L21) to avoid C and N limi-
tations, respectively. Incubations were carried out at in situ
temperature in the dark. Gas subsamples of 5 mL were taken
over a time course from 0 h to 8 h (a minimum of three
time points per sample). Samples were analyzed for N2O
using an Agilent Technologies 7820A gas chromatograph
with an electron-capture detector. DNT and DEA rates were
obtained from the slope of the accumulation of N2O and
corrected by sediment dry mass. The percent of inhibition of
DNT activity was calculated as “(100-DNT rate constant/DEA
rate constant) 3 100)”.
Statistical analysis
Cumulative distributions of all variables were compared
against normal-distribution function using the Shapiro–Wilk
test. Non-normal variables (p<0.05) were log transformed.
Principal correspondent analysis (PCA) was used to summa-
rize the physicochemical structure of the sediments. Pearson
correlations and spearman rank-order correlation coefficients
were determined for pairwise comparisons of physicochemi-
cal (dataset values and PC1, PC2 scores) and biological varia-
bles. Alpha was set at p<0.05. To correlate these variables to
DNT and DEA rates, averaged values from the three horizons
from each core were used. PERmutational Multivariate
ANOVA [PERMANOVA (Mcardle and Anderson 2001)] was
applied to elucidate the factors (i.e., lake, zone or horizon)
that significantly structured the sediments and comparison
of composition of nir S community among lakes and sedi-
ments. We used ANOVAs and Tukey’s HSD post-hoc test
and, for non-normal distributed data, a Krustal–Wallis test
with Bonferroni correction, to determine whether variables
exhibited significant variation between sediment types (ISO,
MIX, SED, and GRAVEL), horizons or lakes. If only two
groups were compared (for instance, ISO vs. all the other
sediments together), a Mann–Whitney U-test was used. Anal-
yses were performed using PRIMER 6.0 (for PCA) and the Sta-
tistica software package (StatSoft, Tulsa, Oklahoma).
Vegetation maps
All five lakes were studied in detail in a previous fieldwork
during summer 2005. An expert snorkeler prospected the
whole bottom of the lake and mapped the aquatic macro-
phyte communities and substrate types. Aquatic macrophyte
communities were characterized by phytosociological releves
(using both the Braun-Blanquet method and the plant bio-
mass method, see Gacia et al. 2009 for more information).
No major changes were observed in vegetation cover during
the fieldwork in summer 2010. Maps were digitalized in Arc-
View 3.0 and the total area covered by each community cal-
culated using the same software. Denitrification rates were
upscaled to the ecosystem level based on these maps that are
available as Supporting Information (see Fig. S1).
Results
The main drivers for both physicochemical structure and
abundance of DNT and NT genes were plant community
type (ISO and MIX) and lack of plants (SED and GRAVEL)
and not the factors “lake” neither “horizons” (PERMANOVA
analysis, R250.6, p<0.005). Those variables accounting for
the maximal physicochemical variability were WC, %OM,
%C, and %N (PC1, 38.5% of the variability) and redox val-
ues and nutrients (NO23 , NH
1
4 , NO
2
2 , and PO
2
4 ) concentration;
(PC2, 23.6% of the variability; Table S2 Supporting Informa-
tion). Highly porous sediments had low organic matter con-
tent which segregated GRAVEL sediments from the
remaining types (PC1 scores, Fig. 2). Oxygenated sediments
showed significantly higher NO23 and lower NH
1
4 concentra-
tions (Fig. 3). Depth-averaged redox potentials were signifi-
cantly higher in ISO and GRAVEL sediments (averaging
369.2666.3 mV and 346.3634.2 mV, respectively) than in
MIX and SED sediments (averaging 223.9648.6 mV and
196.4627.2 mV, Fig. 3). Overall, we found higher concen-
trations of genes nirK (1.261.5 3 1010 g21 dry sediment)
and amoA-AOA (1.762.8 3 108 g21 dry sediment) than of
nirS (3.363.7 3 108 g21 dry sediment) and amoA-AOB
(1.361.8 3 106 g21 dry sediment). According to that, nirK-
harboring bacteria would dominate the denitrifying assem-
blage (>95% of the nir genes) and AOA the nitrifiers (>90%
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of total amoA genes). Vegetated sediments promoted signifi-
cantly higher abundances of all N-cycling genes (one-way
ANOVA, p<0.05). Significantly higher abundances (fourfold)
of amoA-AOA were recorded in ISO sediments than in MIX
sediments, and 120- and 105-fold higher than in SED and
GRAVEL sediments, respectively (Fig. 3). Regarding diversity
of nirS denitrifiers, communities were structured by lake
(R250.2, p<0.005) and by zone (nested PERMANOVA,
R250.2, p<0.01). MIX sediments presented the highest
diversity and richness of nirS-bearing community (Krustal–
Wallis test, p<0.05) and showed maximum similarity within
lakes (42%), followed by the non-vegetated sediments (32%)
and finally the ISO sediments (28%). ISO sediments differed
the most from the rest and particularly with the non-
vegetated sediments (74%).
Nitrification is a non-facultative process and gene abun-
dances can be taken as a proxy of potential NT activities
whereas DNT is a facultative process that requires quantifica-
tion (Le Roux et al. 2013). The highest DNT rates were
recorded in ISO sediments, ranging from 0.017 lmol N Kg21
h21 to 0.4 lmol N Kg21 h21, and were significantly higher
than in the remaining sediments (Mann–Whitney U-test,
p<0.05). Specifically, from 40- to 173-fold lower DNT rates
were observed in MIX sediments and in sediments devoid of
vegetation (averaging 0.00260.002 lmol N Kg21 h21, Fig. 2)
than in ISO sediments (Fig. 4). After glucose and NO23 addi-
tion, a 374-fold increase in DNT rates was observed in MIX
sediments, contrasting to a 68-, 13- and 2.4-fold increases
Fig. 2. Principal component analysis (PCA) of physicochemical descrip-
tors of the sediment. Values were log-transformed. Each point is labeled
with a capital letter indicating the lake (R, Redo; LL, Llong; D, Delluı; B,
Baciver petit; P, Plan) and a number indicating the horizon sampled
(1: horizon 1 (2–4 cm depth), 2: horizon 2 (6–10 cm depth), 3: horizon
3 (11–18 cm depth)). ISO, Isoetes-dominated sediments; MIX, Myriophyl-
lum-dominated sediments; SED, sandy sediments; GRAVEL, gravel sedi-
ments. See Table 1 for more details and check Materials and Methods
section for environmental variables abbreviations.
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Fig. 3. Comparison of physicochemical parameters of the sediments
and gene copy numbers of denitrifying bacteria (nirS and nirK) and
ammonia-oxidizing archaea (amoA-AOA) and bacteria (amoA-AOB)
between sampled zones. Horizon values (n53 to 9) were averaged.
Error bars represent the standard deviation of all lakes from triplicate
analyses/lake. Significant differences (p<0.05) of mean values were
analyzed using 1-way anova (for parametric data) and Krustal–Wallis
test (for nonparametric data) followed by a post-hoc Tukey HSD test
and labeled in the graph. Outliner numbers of BOD in ISO sediments
correspond to lake RAT. ISO, Isoetes-dominated sediments; MIX, Myr-
iophyllum-dominated sediments; SED, sandy sediments; GRAVEL,
gravel sediments. Notice the log scale of the y-axes of gene copy
numbers.
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observed in SED, GRAVEL and ISO sediments respectively.
DEA rates in MIX sediments reached values similar or
slightly higher than those of ISO sediments (Fig. 4). DNT
inhibitions>90% were observed in all samples but in ISO
(Fig. 4). DNT and DEA rates did not correlate. Significant
negative correlation was observed between DNT and PC2
scores whereas DEA correlated positively to PC1 (Table S2
Supporting Information), suggesting a primary dependence
of DNT on NO23 availability but also high DNT potential in
those sediments with high OM content and low density.
Interestingly, nirS gene abundances correlated to PC1 and
DEA rates, whereas nirK correlated to PC2 and DNT rates,
indicating different environmental drivers for both genes
and suggesting different active players in DNT (Table 2).
Abundance of nirS rather depended on the quantity and
quality of OM-content whereas nirK inversely correlated to
NO22 concentrations (Table 2). The highest number of corre-
lations between biological and physicochemical data was
found for amoA-AOA genes, i.e., with PC2 (and specifically
to NO23 , NO
2
2 , NH
1
4 , redox), to DNT rates, to nirK, nirS, and
amoA-AOB gene abundances and to nirS diversity indices
(Table 2; Fig. 5). Overall, results suggest that environmental
factors that promoted abundance of amoA-AOA genes
matched conditions for denitrification and promoted higher
diversity among nirS denitrifiers.
Discussion
The isoetid-like functional group of macrophytes can be
found worldwide in oligo-mesotrophic lakes (mainly in
Northern and Central Europe and in the littoral of great
lakes of North America), and in vernal and rock pools of
temperate and arid regions. Unfortunately, such fragile and
often endangered species and ecosystems are declining
world-wide due to eutrophication (Sass et al. 2010; Sand-
Jensen and Møller 2014). One of the most relevant proper-
ties of isoetids is the release of photosynthetic oxygen in the
rhizosphere which can enhance nitrification rates (Smolders
et al. 2002) leading to higher coupled nitrification-
denitrification and overall high N losses. In our study, we
show that macrophyte landscape is the main factor deter-
mining the presence of N-cycle functional genes in oligotro-
phic lake sediments and that denitrification rates are, as
predicted, linked to the underwater plant functional typol-
ogy. In agreement, we observed ISO sediments with high
redox potentials, high NO23 and low NH
1
4 concentrations,
indicative of mineralization and nitrification activities (Gacia
et al. 2009). DNT rates were significantly higher in ISO sedi-
ments than in the other sediments. However, ISO rhizo-
sphere was not significantly enriched with denitrifiers
neither the nirS-harborig bacteria composition was signifi-
cantly different to other vegetated sediments. Conversely,
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Table 2. Correlation coefficients between physicochemical
and biological parameters of the sediments (gene abundances
of nirS, nirK, amoA-AOA, and amoA-AOB, nirS-harboring bacteria
diversity (Shannon index (nirS-Shan)) and Chao1 richness (nirS-
Richn)) and denitrification activity measurements (DNT and DEA
rates). Horizon values (n53 to 9) were averaged in the correla-
tions with DNT and DEA. Only significant correlated parameters
(p<0.05) are shown.
nirK nirS amoA-AOA amoA-AOB DNT DEA
PC1 ns 0.5 ns ns ns 0.7
PC2 20.4 ns 20.7 ns 20.7 ns
NO3 ns ns 0.5 ns 0.7 ns
NO2 20.4 ns 20.5 ns ns ns
NH4 ns ns 20.7 ns ns ns
PO4 ns ns ns 20.4 ns ns
OM ns 0.4 ns ns ns 0.8
WC 20.5 20.6 ns 20.5 ns 20.7
DENS 20.5 20.6 ns 20.5 ns 20.7
Redox ns ns 0.5 ns ns ns
Temp ns ns ns ns ns ns
BOD ns ns ns ns ns ns
%N ns 0.4 ns ns ns ns
%C ns ns ns ns ns 0.6
nirS-Shann ns ns 0.39 ns ns ns
nirS-Richn ns ns ns ns ns ns
nirK - 0.8 0.7 0.8 0.7 ns
nirS - - 0.6 0.8 ns 0.9
amoA-AOA - - - 0.6 0.7 ns
amoA-AOB - - - - ns 0.7
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the community was clearly enriched in AOA that signifi-
cantly correlated to DNT rates, to porewater DIN forms
(NO23 , NH
1
4 , and NO
2
2 concentrations), to the abundance of
denitrifiers and to the diversity of nirS-denitrifier commu-
nity, when analyzing the sediments altogether. Overall,
these results suggest that the tight coupling between nitrifi-
cation and denitrification is fuelled through the presence of
AOA. To the best of our knowledge, this is the first study
that assigns a key role for AOA in shaping denitrification
potential at the ecosystem level. Since high abundance of
AOA-amoA genes had also been observed in the rizosphere of
other freshwater isoetids (i.e., Litorella uniflora, Juncus bulbo-
sus and Eleocharis spp.) compared with sediments overgrown
by other functional typologies of aquatic plants (i.e., Typha
angustifolia and Myriophyllum alterniflorum; see Herrmann
et al. 2008, 2009; Beier et al. 2010; Kofoed et al. 2012) prob-
ably this key role shaping system-level N losses may be
extended to additional macrophyte landscapes.
We observed that AOA outnumbered AOB in all sedi-
ments, independently if they were populated by macro-
phytes or not, although higher abundances were observed in
plant sediments (where more organic matter was present)
and significantly more in ISO sediments. A similar trend was
observed in the sediments of the Fitzroy river estuarine
(Abell et al. 2010) although AOA dominance in sediments is
not a widespread feature (Trias et al. 2012). It was intriguing
to observe that high abundances of AOA in MIX rhizosphere
were not coupled to high DNT rates which were even lower
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Fig. 5. Correlations between amoA-AOA gene abundances and physicochemical variation of the sediments measured by PC2 scores from Fig. 1, DNT
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tions (rho). Significant values are set at p<0.05.
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than in bare sediments. One possible explanation is that
AOA activities could be fuelling other N removal anaerobic
processes such as providing nitrite to anaerobic ammonium-
oxidizing (anammox) bacteria (Yan et al. 2012). However,
we were unable to amplify anammox genes in our samples
and we did not detect a significantly decrease in NH14 from
MIX sediment as expected from anammox bacteria N2 pro-
duction. DEA rates were higher in MIX sediments than in
ISO sediments, indicating a very high potential for denitrifi-
cation. Thus, low DNT rates may be related to unknown fac-
tors possibly related to limitations of AOA activities in MIX
sediments. AOA have extremely high affinity to NH14
(Ks5133 nmol L
21; Martens-Habbena et al. 2009) that allow
them to outcompete AOB under low NH14 concentrations.
However, if this was the main factor, we should have found
higher abundance of AOB over AOA in MIX sediments.
Rather, we observed that BOD was higher in MIX than in ISO
sediments indicating higher heterotrophic carbon minerali-
zation. Interestingly, we recorded DNT inhibitions close to
the ones in MIX sediments (90%) in ISO sediments of lake
RAT that showed the highest BOD (similar to those observed
in MIX sediments) among all samples. More respiration
implies higher CO2 concentrations that favor autotrophy.
Although both AOB and AOA have an autotrophic lifestyle,
it has been recently found that AOA can also grow on OM
(e.g., Alonso-Saez et al. 2012). Our results suggest that AOA
found in Pyrenees ultraoligotrophic waters might rely more
on a mixotrophic lifestyle than previously thought. If so, fac-
tors such as the quality and quantity of root exudates and
competition with pure heterotroph might be relevant factors
not only for nitrification activities as previously suggested
(Herrmann et al. 2008) but also as rate-limiting factors of the
denitrification potential in sediments.
Differences in abundances of amoA and nir genes were
not significant among sediment horizons from 22 down to
20 cm depth in bare and MIX sediments, as expected from
the lack of root structuring elements (unvegetated) or the
presence of fine anchorage roots (i.e., MIX sediments) with
very low ROL. We observed, however, lower amoA abundan-
ces below the Isoetes root limits, in agreement with the
expected tight coupling between root activity and AOA.
We hypothesized that sediments with the best conditions
for DNT activity would harbor the highest abundance of nir
genes. This was only observed for nirK genes, which corre-
lated to in situ porewater NO23 concentrations, whereas nirS
abundances correlated to DEA rates and to porosity and
organic content of the sediment. This result agrees with pre-
vious studies in soils and aquifers that showed different habi-
tat selectivity for denitrifiers (Throb€ack et al. 2004; Santoro
et al. 2006). Although most studies show no correlation
between DNT rates and denitrifier abundances (Abell et al.
2010; Dandie et al. 2011), good correlations between DNT
and nirS and nirK abundances have been observed in differ-
ent trophic stream sediments (Graham et al. 2010) indicating
that these genetic markers better traced the overall func-
tional potential as also seen in our study.
DNT rates in Pyrenean lakes were in the range of those
measured in low-N deposition Norwegian lakes and orders of
magnitude lower than those from high-N deposition regions
(Mccrackin and Elser 2010). Using the acetylene blocking
technique is discouraged in systems with a tight coupling
between nitrification and denitrification such in our samples
because acetylene also inhibits nitrification thus potentially
modifying DNT rates (Dodsworth et al. 2011). In a compari-
son study, acetylene DNT rate estimates were 50% lower
than those measured through isotopes approach (Pi~na-Ochoa
and Alvarez-Cobelas 2006). Thus, despite that we did not
add chloramphenicol to inhibit de novo synthesis of nitrate
reductase enzymes (Murray and Knowles 1999), DNT rates
measured in this study possibly represent underestimates of
the actual rates.
DNT rates measured in ISO sediments were 8- to 100-fold
higher than in bare sediments and 18- to 370-fold higher
than in MIX-sediments. These increases are higher than the
values measured in other lake sediments after comparing
ROL vs. non vegetated sediments, i.e., within the range 0.1–
11.7 increase (Bodelier et al. 1996; Risgaard-Petersen and Jen-
sen 1997; Karjalainen et al. 2001). Differences appear to be
higher under nutrient-limitation conditions as is the case of
the ultraoligotrophic waters in the Pyrenean area. Interest-
ingly, differences of DEA rates between sediment units were
much lower than for DNT rates (from 0.7 to 3.7-fold
between ISO and non-vegetated and 0.2 to 0.9-fold between
ISO and MIX sediments). The high DEA rates observed in
MIX sediments mirror the high degree of NO23 limitation of
these sediments that hold more abundant and more labile
organic matter than in the remaining sediment types. After
DNT rates were calculated at the whole lake level using com-
munity coverage areas (see Supporting Information Fig. S1
for detailed vegetation maps), we observed a range of vari-
ability from a 19% decrease respect to lake DNT rates taking
only bare sediment in Lake Llong (where only MIX macro-
phytes can be found) to 767% increase in Lake RAT that
holds the most extended area of ISO sediments (Table 3).
The increase on whole-lake DNT rates including specifically
the vegetated sediment DNT rates was therefore proportional
to the ISO-covered lake area.
Overall, these results highlighted that the enhanced DNT
rates observed at ecosystem level in the presence of Isoetids
(up to 7.7 times increase in vegetated sediments over non-
vegetated sediments) should be taken into account for more
accurate modeling N-processing in lakes. Small water bodies
are abundant and more active than large aquatic systems
worldwide (Downing et al. 2006), and contribute dispropor-
tionately to global carbon budgets (Cole et al. 2007) and to
global N losses (Mccrackin and Elser 2012). The different reg-
ulation mechanisms arising from this study (high lability of
organic matter potentially inhibiting AOA in sediments
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colonized by ISO species, and NO23 as a limiting factor for
DNT in sediments colonized by elodeids) may be useful
information to enhance DNT in aquatic systems and to
ameliorate water quality status of lakes, ponds and pools.
These results should be considered in catchment and
regional assessments of N-cycle budgets for continental
waters, including conservation policies based on the poten-
tial of vegetated water bodies to counteract the effects of
global change, especially perturbations related to the
increase in diffusive N loads.
References
Abell, G. C. J., A. T. Revill, C. Smith, A. P. Bissett, J. K.
Volkman, and S. S. Robert. 2010. Archaeal ammonia oxi-
dizers and nirS-type denitrifiers dominate sediment nitri-
fying and denitrifying populations in a subtropical
macrotidal estuary. ISME J. 4: 286–300. doi:10.1038/
ismej.2009.105
Alonso-Saez, L., and others. 2012. Role for urea in nitrifica-
tion by polar marine Archaea. Proc. Natl. Acad. Sci. USA
109: 17989–17994. doi:10.1073/pnas.1201914109
Beier, S., O. S. Kim, P. Junier, S. Bertilsson, and K. P. Witzel.
2010. Betaproteobacterial ammonia oxidizers in root
zones of aquatic macrophytes. Fundam. Appl. Limnol.
177: 241–255. doi:10.1127/1863-9135/2010/0177-0241
Bodelier, P. L. E., J. A. Libochant, C.W.P.M. Blom, and H. J.
Laanbroek. 1996. Dynamics of nitrification and denitrifi-
cation in root-oxygenated sediments and adaptation of
ammonia-oxidizing bacteria to low-oxygen or anoxic hab-
itat. Appl. Environ. Microbiol. 62: 4100–4107.
Cole, J. J., and others. 2007. Plumbing the global carbon
cycle: Integrating inland waters into the terrestrial carbon
budget. Ecosystems 10: 171–184. doi:10.1007/s10021-006-
9013-8
Dandie, C. E., and others. 2011. Abundance, diversity and
functional gene expression of denitrifier communities in
adjacent riparian and agricultural zones. FEMS Microbiol.
Ecol. 77: 69–82. doi:10.1111/j.1574-6941.2011.01084.x
Dodsworth, J. A., B. A. Hungate, and B. P. Hedlund. 2011.
Ammonia oxidation, denitrification and dissimilatory
nitrate reduction to ammonium in two US Great Basin
hot springs with abundant ammonia-oxidizing archaea.
Environ. Microbiol. 13: 2371–2386. doi:10.1111/j.1462-
2920.2011.02508.x
Downing, J. A., and others. 2006. The global abundance and
size distribution of lakes, ponds, and impoundments.
Limnol. Oceanogr. 51: 2388–2397. doi:10.4319/lo.2006.
51.5.2388
Fernandez-Guerra, A., and E. O. Casamayor. 2012. Habitat-
associated phylogenetic community patterns of microbial
ammonia oxidizers. PLoS ONE 7: e47330. doi:10.1371/
journal.pone.0047330
Fowler, D., and others. 2013. The global nitrogen cycle in
the Twentyfirst century. Philos. Trans. R. Soc. B Biol. Sci.
368: 20130164. doi:10.1098/rstb.2013.0165
Gacia, E., C. M. Duarte, and J. J. Middelburg. 2002. Carbon
and nutrient deposition in a Mediterranean seagrass (Posi-
donia oceanica) meadow. Limnol. Oceanogr. 47: 23–32.
doi:10.4319/lo.2002.47.1.0023
Gacia, E., E. Chappuis, A. Lumbreras, J. L. Riera, and E.
Ballesteros. 2009. Functional diversity of macrophyte
communities within and between Pyrenean lakes. J. Lim-
nol. 68: 25–36. doi:10.4081/jlimnol.2009.25
Graham, D. W., and others. 2010. Correlations between in
situ denitrification activity and nir-gene abundances in
pristine and impacted prairie streams. Environ. Pollut.
(Barking, Essex: 1987) 158: 3225–3229. doi:10.1016/
j.envpol.2010.07.010
Griffiths, R. P., J. A. Entry, E. R. Ingham, and W. H.
Emmingham. 1997. Chemistry and microbial activity of
forest and pasture riparian-zone soils along three Pacific
Northwest Streams. Plant Soil 190: 169–178. doi:10.1023/
A:1004211121095
Gruber, N., and J. N. Galloway. 2008. An Earth-system per-
spective of the global nitrogen cycle. Nature 451: 293–
296. doi:10.1038/nature06592
Herrmann, M., A. M. Saunders, and A. Schramm. 2008. Arch-
aea dominate the ammonia-oxidizing community in the
rhizosphere of the freshwater macrophyte Littorella uni-
flora. Appl. Environ. Microbiol. 74: 3279–3283. doi:
10.1128/AEM.02802-07
Herrmann, M., A. M. Saunders, and A. Schramm. 2009.
Effect of lake trophic status and rooted macrophytes on
community composition and abundance of ammonia-
oxidizing prokaryotes in freshwater sediments. Appl. Envi-
ron. Microbiol. 75: 3127–3136. doi:10.1128/AEM.02806-08
Jones, C. M., and S. Hallin. 2010. Ecological and evolution-
ary factors underlying global and local assembly of deni-
trifier communities. ISME J. 4: 633–641. doi:10.1038/
ismej.2009.152
Table 3. Averaged denitrification rates per lake presuming no
aquatic macrophytes in the lake (estimated from DNT rates
measured in SED and GRAVEL sediments and the area of the
lake) and considering the real contribution of the different
macrophyte-dominated areas (using community coverage areas
from Table 1). RAT, lake Redo d’Aig€uestortes; D, lake Delluı; LL,
lake Llong; P, lake Plan; B, lake Baciver petit.
DNT rates (lmol N h21) RAT D LL P
Presuming total absence
of vegetation
1127.9 360.4 5001.1 1868.7
Considering macrophytes-
dominated sediments
8655.3 462.5 4046.7 4360.3
Fold-change DNT rates when
macrophytes are considered
7.7 1.38 0.8 2.3
Vila-Costa et al. Macrophyte landscape and nitrogen losses
86
Karjalainen, H., G. Stefansdottir, L. Tuominen, and T.
Kairesalo. 2001. Do submersed plants enhance microbial
activity in sediment? Aquat. Bot. 69: 1–13. doi:10.1016/
S0304-3770(00)00138-8
Kofoed, M. V. W., P. Stief, S. Hauzmayer, A. Schramm, and
M. Herrmann. 2012. Higher nitrate-reducer diversity in
macrophyte-colonized compared to unvegetated fresh-
water sediment. Syst. Appl. Microbiol. 35: 465–472. doi:
10.1016/j.syapm.2012.08.005
Kraft, B., M. Strous, and H. E. Tegetmeyer. 2011. Microbial
nitrate respiration—genes, enzymes and environmental
distribution. J. Biotechnol. 155: 104–117. doi:10.1016/
j.jbiotec.2010.12.025
Le Roux, X., and others. 2013. Soil environmental eondi-
tions and microbial build-up mediate the effect of plant
diversity on soil nitrifying and denitrifying enzyme activ-
ities in temperate grasslands. PLoS ONE 8: e61069. doi:
10.1371/journal.pone.0061069
Maltais-Landry, G., R. Maranger, and J. Brisson. 2009. Effect
of artificial aeration and macrophyte species on nitrogen
cycling and gas flux in constructed wetlands. Ecol. Eng.
35: 221–229. doi:10.1016/j.ecoleng.2008.03.003
Martens-Habbena, W., P. M. Berube, H. Urakawa, J. R. De La
Torre, and D. A. Stahl. 2009. Ammonia oxidation kinetics
determine niche separation of nitrifying Archaea and Bac-
teria. Nature 461: 976–979. doi:10.1038/nature08465
Mcardle, B. H., and M. J. Anderson. 2001. Fitting multi-
variate models to community data: A comment on
distance-based redundancy analysis. Ecology 82:
290–297. doi:10.1890/0012-9658(2001)082[0290:
FMMTCD]2.0.CO;2
Mccrackin, M. L., and J. J. Elser. 2010. Atmospheric nitrogen
deposition influences denitrification and nitrous oxide
production in lakes. Ecology 91: 528–539. doi:10.1890/
08-2210.1
Mccrackin, M. L., and J. J. Elser. 2012. Denitrification
kinetics and denitrifier abundances in sediments of lakes
receiving atmospheric nitrogen deposition (Colorado,
USA). Biogeochemistry 108: 1–16. doi:10.1007/s10533-
011-9571-5
Murray, R. E., and R. Knowles. 1999. Chloramphenicol inhi-
bition of denitrifying enzyme activity in two agricultural
soils. Appl. Environ. Microbiol. 65: 3487–3492.
Oksanen, J., and others. 2009. Vegan: Community Ecology
Package version 1.15-4. Available from http://CRAN.R-pro-
ject.org/
Olsen, K. R., and F. Ø. Andersen. 1994. Nutrient cycling in
shallow, oligotrophic Lake Kvie, Denmark - I: Effects of
isoetids on the exchange of nitrogen between sediment
and water. Hydrobiologia 275–276: 255–265. doi:
10.1007/BF00026716
Pedersen, O., K. Sand-Jensen, and N. P. Revsbech. 1995. Diel
pulses of O2 and CO2 in sandy lake sediments inhabited
by Lobelia dortmanna. Ecology 76: 1536–1545. doi:
10.2307/1938155
Petersen, D. G., S. J. Blazewicz, M. Firestone, D. J. Herman,
M. Turetsky, and M. Waldrop. 2012. Abundance of micro-
bial genes associated with nitrogen cycling as indices of
biogeochemical process rates across a vegetation gradient
in Alaska. Environ. Microbiol. 14: 993–1008. doi:10.1111/
j.1462-2920.2011.02679.x
Pi~na-Ochoa, E., and M. Alvarez-Cobelas. 2006. Denitrifica-
tion in aquatic environments: A cross-system analysis.
Biogeochemistry 81: 111–130. doi:10.1007/s10533-006-
9033-7
Pulido, C., K. Sand-Jensen, E.C.H.E.T. Lucassen, J. G. M.
Roelofs, K. P. Brodersen, and O. Pedersen. 2012. Improved
prediction of vegetation composition in NW European
softwater lakes by combining location, water and sedi-
ment chemistry. Aquat. Sci. 74: 351–360. doi:10.1007/
s00027-011-0226-3
Rascio, N. 2002. The underwater life of secondarily aquatic
plants: Some problems and solutions. Crit. Rev. Plant Sci.
21: 401–427. doi:10.1080/0735-260291044296
Reddy, K. R., W. H. Patrick, Jr., and C. W. Lindau. 1989.
Nitrification-denitrification at the plant root-sediment
interface in wetlands. Limnol. Oceanogr. 34: 1004–1013.
doi:10.4319/lo.1989.34.6.1004
Risgaard-Petersen, N., and K. Jensen. 1997. Nitrification and
denitrification in the rhizosphere of the aquatic macro-
phyte Lobelia dortmanna L. Limnol. Oceanogr. 42: 529–
537. doi:10.4319/lo.1997.42.3.0529
Rockstr€om, J., and others. 2009. Planetary boundaries:
Exploring the safe operating space for humanity. Ecol.
Soc. 14:32.
Sand-Jensen, K., C. Prahl, and H. Stokholm. 1982. Oxygen
release from roots of submerged aquatic macrophytes.
Oikos 38: 349–354. doi:10.2307/3544675
Sand-Jensen, K., and C. L. Møller. 2014. Reduced root
anchorage of freshwater plants in sandy sediments
enriched with fine organic matter. Freshw. Biol. 59:
427–437. doi:10.1111/fwb.12275
Santoro, A. E., A. B. Boehm, and C. A. Francis. 2006. Denitri-
fier community composition along a nitrate and salinity
gradient in a coastal aquifer. Appl. Environ. Microbiol.
72: 2102–2109. doi:10.1128/AEM.72.3.2102-2109.2006
Sass, L. L., M. A. Bozek, J. A. Hauxwell, K. Wagner, and S.
Knight. 2010. Response of aquatic macrophytes to human
land use perturbations in the watersheds of Wisconsin
lakes, U.S.A. Aquat. Bot. 93: 1–8. doi:10.1016/j.aquabot.
2010.02.001
Seitzinger, S., and others. 2006. Denitrification across
landscapes and waterscapes: A synthesis. Ecol. Appl. 16:
2064–2090. doi:10.1890/1051-0761(2006)016[2064:DALA-
WA]2.0.CO;2
Smolders, A. J. P., E.C.H.E.T. Lucassen, and J. G. M. Roelofs.
2002. The isoetid environment: Biogeochemistry and
Vila-Costa et al. Macrophyte landscape and nitrogen losses
87
threats. Aquat. Bot. 73: 325–350. doi:10.1016/S0304-
3770(02)00029-3
Throb€ack, I. N., K. Enwall, A. Jarvis, and S. Hallin. 2004.
Reassessing PCR primers targeting nirS, nirK and nosZ
genes for community surveys of denitrifying bacteria with
DGGE. FEMS Microbiol. Ecol. 49: 401–417. doi:10.1016/
j.femsec.2004.04.011
Trias, R., and others. 2012. Emergent macrophytes act
selectively on ammonia-oxidizing bacteria and archaea.
Appl. Environ. Microbiol. 78: 6352–6356. doi:10.1128/
AEM.00919-12
Vila-Costa, M., M. Bartrons, J. Catalan, and E. O. Casamayor.
2014. Nitrogen-cycling genes in epilithic biofilms of oligo-
trophic high-altitude lakes (Central Pyrenees, Spain).
Microb. Ecol. 68: 60–69. doi:10.1007/s00248-014-0417-2
Wallenstein, M. D., and R. J. Vilgalys. 2005. Quantitative
analyses of nitrogen cycling genes in soils. Pedobiologia
49: 665–672. doi:10.1016/j.pedobi.2005.05.005
Wang, Y. F., Y. Y. Feng, X. J. Ma, and J. D. Gu. 2013. Sea-
sonal dynamics of ammonia/ammonium-oxidizing pro-
karyotes in oxic and anoxic wetland sediments of
subtropical coastal mangrove. Appl. Microbiol. Biotech-
nol. 97: 7919–7934. doi:10.1007/s00253-012-4510-5
Yan, J., and others. 2012. Mimicking the oxygen minimum
zones: Stimulating interaction of aerobic archaeal and
anaerobic bacterial ammonia oxidizers in a laboratory-
scale model system. Environ. Microbiol. 14: 3146–3158.
doi:10.1111/j.1462-2920.2012.02894.x
Yoshinari, T., and R. Knowles. 1976. Acetylene inhibition of
nitrous oxide reduction by denitrifying bacteria. Biochem.
Biophys. Res. Commun. 69: 705–710. doi:10.1016/0006-
291X(76)90932-3
Acknowledgments
We thank R. Arcadia for sampling support and Ll. Ba~neras, L. Ca~nas,
M. Coll, E. Martı and F. Sabater for analytical assistance. We are in debt
to E. Ballesteros for fieldwork on macrophyte mapping and to Montser-
rat Bacardit for digitalizing lake Plan. MVC was supported by a Juan de
la Cierva fellowship from the Spanish Office for Research (MINECO) and
a Beatriu de Pinos from the Catalan Government. This research was
granted by projects DARKNESS CGL2012-32747 (MINECO) to EOC and
AQUAREST (OAPN 212/2010) to EG. EC, EOC and EG are members of
the Environmental Changes Ecology Group (GECA), an Excellence
Research Group (SGRDGR), of the Generalitat de Catalunya (Ref. 2014
SGR 1249. 2014–2017).
Submitted 1 June 2015
Revised 25 July 2015
Accepted 24 August 2015
Associate editor: Bo Thamdrup
Vila-Costa et al. Macrophyte landscape and nitrogen losses
88
